Glucagon promotes colon cancer cell growth via regulating AMPK and MAPK pathways

MATERIALS AND METHODS
DNA Synthesis and cell cycle analysis
DNA synthesis and cell cycle was analyzed using FITC BrdU Flow Kit (Becton, Dickinson and Company, Franklin Lakes, NJ, USA) according to the manufacturer's instructions. In brief, CMT93 cells were seeded onto 6cm dishes with 1.0×10 3 cells and cultured overnight. Cells were stimulated with or without glucagon for 72 h at 37°C. After stimulation with glucagon, cells were incubated with 10 μM BrdU in cell culture medium for 40 min at 37°C, detached from culture dish, and washed with PBS. Cells were fixed and permeabilized by resuspension in 100 μL BD Cytofix/Cytoperm Buffer. After incubation for 20 min at room temperature, the cells were washed with BD Perm/ Wash Buffer, and then incubated in 100 μL BD Cytoperm Plus Buffer for 10 min on ice, followed by another wash. The cells were re-fixed for 5 min at room temperature, washed once, and resuspend in 100 μL of diluted DNase to expose incorporated BrdU for 1 hour at 37°C. After washing, the cells were resuspended and incubated with fluorescent anti-BrdU for 20 min at room temperature, followed by a wash. After staining with 7-AAD, the cells were suspended in 1 mL staining buffer for flow cytometry analysis (Becton-Dickinson FACSCanto). Supplementary Figure 1: The concentrations of glucagon in culture media using for in vitro studies were measured by
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